PD1 is expressed on exhausted T cells as well as virus specific memory CD8+ T cells in the bone marrow of myeloma patients

SUPPLEMENTARY MATERIALS
(E, F) Percent cytokine producing and non-producing cells PD1+CD8+ T cell population in the bone marrow of patients. BMMCs were stimulated, stained and gated as described in Figure 2 . Anti IFNγ (n=16) (E), TNFα (n=12) (F).
Supplementary Figure 3: (A)
Gating strategy for PD1+CD8+ Teff, Tem and Tcm. Crude bone marrow cells from myeloma patients and healthy controls were stained with antibodies to CD3, CD4, CD8, PD1, CD45RA, CD45RO and CCR7 as described. Gates were set on FSC and SSC and doublets were excluded. Gates were then set on CD3 and CD8 followed by PD1. Gates were further set on CD45RA+RO-and CD45RA-RO+ populations and CCR7-and CCR7+ populations were determined within the CD45RA+RO-and CD45RO+RA-populations by Boolean gating in FlowJo. (B) Frequency of T effector, Tem and Tcm PD1+CD8+ bone marrow cells in myeloma patients and healthy controls. Figure shows median value and range. (C) TNFα secretion in PD1+CD8+ Teff (CD45RA+CD45RO-CCR7-), Tem (CD45RO+CD45RA-CCR7-) and Tcm (CD45RO+CD45RA-CCR7+) cells in the bone marrow of four myeloma patients. BMMC were stimulated described in Materials and Methods. The cells were then surface stained with anti CD3, CD4, CD8, PD1, CD45RO, CD45RA and CCR7 followed by intracellular staining with anti TNFα or isotype control. 
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